The binding of R 1881 in cytosols from the normal, benign hypertrophic and cancerous human prostates was examined in the presence of molybdate and triamcinolone acetonide.
The addition of 10mM Na2MoO4 resulted in an increase in the stability of the binder without any change in Kd. After incubation, 0.5ml of TEMG buffer containing dextran-coated charcoal was added to the incubation mixture, centrifuged, and the radioactivity in an aliquot of the supernatant was measured. In parallel incubations, 1000-fold molar excess of unlabeled ligand was added to the incubation tube. Nonspecific binding which was not displaced under these conditions was subtracted in all instances. The dissociation constant (Kd) and binding capacity (maximum binding sites) were determined by the method of Scatchard (1949 Analytical methods Protein was determined by the biuret method (Gornall et al., 1949, Zishka and Nishimura, 1970) or the method of Lowry et al. (1951) . Radioactivity was determined in toluene containing 0.4% PPO and 0.01% POPOP in a liquid scintillation counter (LKB 1215 Rackbeta, Wallac OY, Finland cytosol to 3H-R 1881 in the presence of 10 mM Na2MoO4 and 1000-fold molar excess of triamcinolone acetonide was examined (Fig. 1) . The binding increased gradually with time, and the specific binding reached almost the maximum level after 16h of incubation. Therefore, subsequent incubations for determination of 3H-R 1881 bin- Fig. 2 . Binding of the cytosol to 3H-R 1881 in the presence of 1000-fold molar excess of triamcinolone acetonide and various concentrations of Na2MoO4. The cytosol from the benign hypertrophic prostate (4.1mg as protein/tube) was incubated with various concentrations (0.25-5nM) of 3H-R 1881 and 1000-fold molar excess of triamcinolone acetonide in the presence or absence of Na2MoO4 (closed circle; no addition, open circle; 0.2mM, closed triangle; 10mM, open triangle; 20mM) . Kd and maximum binding sites calculated by Scatchard plot are as follows: no addition; 10-9M and 13fmol/mg protein, 0.2mM molybdate; 0.6 and 13, 10mM; 0.5 and 14, 20mM; 0.6 and 16, respectively. et cantly, but increased the number of maximum binding sites significantly (Fig. 2) . Therefore, subsequent incubations were carried out in the presence of 10mM Na2 MoO4.
The cytosol prelabeled with 3H-R 1881 in the presence of a 1000-fold molar excess of triamcinolone acetonide was fractionated in the sucrose density gradient centrifugation (Fig. 3) . A peak of approximately 8.5S was evident after incubation whether there was a triamcinolone acetonide supplement or not, and this peak disappeared after introducing a 1000-fold molar excess of the radioinert R 1881 to the incubation mixture. 
